Peripheral blood mononuclear cells were isolated by density gradient centrifugation over a Ficoll cushion (Histopaque 1077; Sigma-Aldrich, Milano, Italy) from platelet apheresis of
Macrophages (Mf) are a heterogeneous population of tissue-resident professional phagocytes and a major component of the leukocyte infiltrate at sites of inflammation, infection, and tumor growth. They can undergo diverse forms of activation in response to environmental factors, polarizing into specialized functional subsets. A common hallmark of the pathologic environment is represented by hypoxia. The impact of hypoxia on human Mf polarization has not been fully established. The objective of this study was to elucidate the effects of a hypoxic environment reflecting that occurring in vivo in diseased tissues on the ability of human Mf to polarize into classically activated (proinflammatory M1) and alternatively activated (anti-inflammatory M2) subsets. We present data showing that hypoxia hinders Mf polarization toward the M1 phenotype by decreasing the expression of T cell costimulatory molecules and chemokine homing receptors and the production of proinflammatory, Th1-priming cytokines typical of classical activation, while promoting their acquisition of phenotypic and secretory features of alternative activation. Furthermore, we identify the triggering receptor expressed on myeloid cells (TREM)-1, a member of the Ig-like immunoregulatory receptor family, as a hypoxia-inducible gene in Mf and demonstrate that its engagement by an agonist Ab reverses the M2-polarizing effect of hypoxia imparting a M1-skewed phenotype to Mf. Finally, we provide evidence that Mf infiltrating the inflamed hypoxic joints of children affected by oligoarticular juvenile idiopatic arthritis express high surface levels of TREM-1 associated with predominant M1 polarization and suggest the potential of this molecule in driving M1 proinflammatory reprogramming in the hypoxic synovial environment. inTrODUcTiOn Macrophages (Mf) are a heterogeneous population of tissueresident professional phagocytes and antigen-presenting cells and represent a major component of the leukocyte infiltrate at sites of inflammation, infection, tissue damage, and tumor growth, originating from the terminal differentiation of circulating monocytes (Mn) (1, 2) . They are central effector cells in host defense to pathogens and play key roles in the orchestration of both innate and adaptive immune responses and the regulation of tissue remodeling and repair (3, 4) . However, they are also critically involved in the pathogenesis of several chronic inflammatory, autoimmune, and parasitic diseases and in tumor progression (4, 5) . Mf are highly versatile cells, able to display distinct phenotypes and functional programs in different tissues (1, 3, 6) . Such heterogeneity depends on their ability to undergo different forms of activation in response to distinct signals, including cytokines, damage-and pathogen-associated molecular patterns (DAMPs/ PAMPs), and metabolites (6) (7) (8) . The nature of the activating stimulus and the combination of different stimuli can profoundly impact upon the type of response that occurs, polarizing Mf into specialized functional subsets (3, 6, 9) . Two main subsets of polarized Mf have been defined based on the type of in vitro stimulation, surface molecule expression pattern, secretory profile, and functional properties, which mirror the Th1/Th2 dichotomy and represent the extremes of a continuum of activation states: the classically activated (type 1 proinflammatory or M1) and the alternatively activated (type 2 anti-inflammatory or M2) Mf (1, (8) (9) (10) (11) (12) (13) (14) . M1-polarized Mf originate in response to stimulation with microbial factors, like LPS, and Th1 proinflammatory cytokines, such as IFNγ, TNFα, and IL-1β, or a combination of the two (10, 15) , whereas the M2 subset comprises various forms of non-classically activated Mf originating from exposure to different stimuli, such as the Th2 cytokines, IL-4, or IL-13 (M2a) (9, 10) , immune complexes in combination with IL-1β or LPS (M2b) (10, 16) , the anti-inflammatory cytokines, IL-10 and TGFβ, or glucocorticoids (M2c) (8, 17) , IL-6, LIF, and MCF (M2d) (18) . M1 cells display effector, proinflammatory, and Th1-oriented immunostimulatory properties, representing an important source of reactive oxygen and nitrogen intermediates and of proinflammatory Th-1-priming cytokines, mediate antimicrobial defense, tissue destruction, and antitumor resistance (3, 17) . Conversely, M2 cells are oriented to Th2-type immunoregulation and resolution of inflammation, exhibit tissue remodeling and repair functions, promote wound healing, angiogenesis, resistance to parasites, and tumor growth through the production of anti-inflammatory cytokines, ECM components, remodeling and proangiogenic factors (1, (8) (9) (10) 19) . Mf have a remarkable degree of functional plasticity, as exemplified by their ability to rapidly and reversibly shift between different activation states in vitro in response to changes in the activating stimulus, overriding the initial M1/M2-polarization (6, 9, 10, 13, 15, 20, 21) . Imbalance of M1/M2 polarization or repolarization of resident Mf is often associated with various diseases, and mixed M1/M2 phenotypes have been described in many pathological situations, such as cancer, inflammatory and autoimmune disorders, and chronic infections (8, 9, 22, 23) .
The factors regulating Mf polarization are the focus of intense investigation. A large body of evidence indicates that Mf polarization state is not only determined by the type of activating stimulus but also depends on the local tissue environment in which they differentiate (24, 25) . A common hallmark of the pathologic microenvironment is represented by hypoxia, a condition of low partial oxygen pressure (pO2, 0-20 mm Hg, hypoxia) which arises as a result of disorganized or dysfunctional vascular network and diminished O2 supply (5, (26) (27) (28) (29) . Mf develop ment from Mn precursors recruited to tumors and injured/inflamed tissues occurs in the setting of low pO2, and adaptation to the local hypoxic environment is critical for Mf to fulfill their functions at these sites [reviewed in Ref. (5, 7, 24, 26, 30) ]. The role of hypoxia in Mf polarization is only beginning to emerge (30) , and most information have been obtained from studies in rodent tumor models (31) (32) (33) . Relevant interspecies variability has been highlighted with regard to the expression of Mf polarization markers and activation programs, cautioning against direct mouse-to-human extrapolation (19, (34) (35) (36) (37) . Understanding how the hypoxic environment affects human Mf polarization may have important implications for Mf therapeutic reprogramming in chronic inflammatory diseases and tumors.
In this study, we investigated the impact of a hypoxic environment reflecting that occurring in diseased tissues on the polarization of human Mn-derived Mf. We present data showing that development under hypoxic conditions (1% O2) skews Mf polarization toward a M2 phenotype and characterize a previously unrecognized role for the triggering receptor expressed on myeloid cells (TREM)-1, a member of the Ig superfamily of immunoregulatory receptors (38, 39) that we have recently identified as a new hypoxia-inducible gene in Mn-derived DCs (40) (41) (42) , as a critical determinant of hypoxic M2-to-M1 reprogramming. Molecules associated with M1 polarization are being actively sought as potential diagnostic tools and therapeutic targets in chronic inflammatory conditions, including oligoarticular juvenile idiopatic arthritis (OJIA), the most common pediatric chronic rheumatic disease characterized by extensive and persistent synovial Mn cell infiltration and hypoxia (5, 43) . We provide evidence that Mf enriched in the synovial fluid (SF) from active joints of OJIA patients exhibit high TREM-1 expression associated with predominant polarization toward the M1 phenotype and that OJIA-SFs exert M1 repolarizing effects on in vitro-generated hypoxic M2 cells partially attenuated by TREM-1 blocking with the specific synthetic peptide inhibitor, LP17 (44) . Furthermore, we demonstrate the presence in OJIA-SF of high levels of the DAMP molecule, high-mobility group box 1 (HMGB1), a nuclear DNA-binding protein recently reported to be a potential natural ligand of TREM-1 (45, 46) . 
sF and sF Mononuclear cell (sFMc) isolation
Synovial fluid samples were obtained at the time of therapeutic knee arthrocentesis from six children affected by active OJIA with synovial effusion, according to the International League of Associations for Rheumatology criteria (43) and collected into sodium-heparin tubes under vacuum. pO2 levels in SF samples were monitored to confirm hypoxic conditions, and specimens were handled in the anaerobic incubator to prevent cell reoxygenation, as detailed (40, 50, 51) . Paired peripheral blood (PB) samples were collected in EDTA tubes on the occasion of routine venepuncture. PB from five age-matched control subjects (three females and two males) undergoing venepuncture for minor orthopedic procedures was used as a control. Cell-free SF and plasma were obtained by centrifugation of the specimens and stored at −80°C until assayed. SFMCs were isolated over a Ficoll cushion, as previously described (40, 50, 51) . Informed written consent was obtained in accordance with the guidelines of the Gaslini's Ethical Committee. Clinical and laboratory characteristics of patients at the time of sampling are reported in Table 1 .
Flow cytometry
Flow cytometry was performed as described (40) . Mf were resuspended with FACS buffer (PBS supplemented with 0.2% BSA, 0.01% NaN3) and stained with PE-conjugated mouse anti-human mAbs against CD14, CD80, CCR7, and TREM-1 (clone 193015, obtained from BioLegend, Milano, Italy), CD68 (obtained from Dako, Milano), CD206 (obtained from Miltenyi Biotec), CD86, HLA-DR, CD36 (BD-Pharmingen, Milano, Italy), and isotype-matched IgG (obtained from BioLegend) for 30 min at 4°C, after preincubation with rabbit IgG (obtained from Sigma) to block non-specific sites. Four-color flow cytometric analysis was carried out to analyze SFMCs using the following Abs: anti-CD68-FITC (obtained from Dako), anti-CD80-PE/Cy7, anti-CD206-APC, and anti-TREM-1-PE Abs (obtained from Biolegend). Fluorescence was quantitated on a FACSCalibur flow cytometer equipped with CellQuest software (BD-Biosciences). elisa Soluble (s)TREM-1 was quantified in cell-free Mf supernatants by human TREM-1 DuoSet (R&D Systems). Secreted IL-12, TNFα, IL-1β, CXCL8, IL-6, and IL-10 (Peprotech, Milano), osteopontin (OPN), CCL18, CCL24 and TGFβ1 (R&D Systems, Space Import Export, Milano, Italy) content in Mf CM was also measured by specific ELISA. HMGB1 levels were measured in SF and plasma from OJIA patients and age-matched controls using HMGB1 ELISA kit II (IBL International, Hamburg, Germany); the lower limit of detection was 0.3 ng/mL. Optical density was determined using a Spectrafluor Plus plate reader from TECAN (Milano, Italy). All assays were done in duplicate.
TreM-1 crosslinking
Twelve-well flat-bottom culture plates were precoated with 10 µg/ mL of agonist anti-TREM-1 mAb (clone 193015, R&D Systems catalog no. MAB1278) or control IgG1 (R&D Systems) diluted in PBS overnight at 37°C. Eight ×10 5 M1 or M2-polarized Mf/ mL of fresh RPMI 1640 w/o cytokines were seeded in each well, briefly spun at 130 g to engage TREM-1, and then incubated for 24 h under hypoxic conditions. Culture supernatants were then harvested by centrifugation and tested for cytokine/chemokine content by ELISA, and Mf were analyzed phenotypically.
ag Uptake assay
The 1 × 10 6 cells were incubated with FITC-labeled dextran beads (1 mg/mL; Sigma) in culture medium under normoxic or hypoxic conditions. After an incubation period of 30 or 60 min at 4°C and 37°C, for background and active uptake values, respectively, cells were extensively washed with ice-cold PBS, and fluorescence was measured on a FACSCalibur.
statistical analysis
Statistical analyses were performed using the GraphPad Prism 5 software (GraphPad Software, La Jolla, CA, USA). Data are expressed as the mean ± SEM of at least three independent experiments, unless differently specified. Statistical significance was evaluated by two-tailed paired Student's t-test, unless differently specified. A p value <0.05(*), <0.01(**), or <0.001(***) was considered statistically significant. The content of cytokines/chemokines associated with M1 or M2 activation states was then measured in Mf supernatants by ELISA, using M0 cells as a control ( Figure S1C in Supplementary Material). LPS-treated cells released significantly higher levels of the M1-type cytokines, TNFα (p < 0.001), IL-12 (p < 0.05), and IL-1β (p < 0.05) compared to both untreated and IL-4-treated Mf, which failed to release detectable levels of IL-1β and secreted little or negligible amounts of IL-12 and TNFα. In contrast, unstimulated and IL-4-treated Mf released similar high amounts of the M2 cytokines/chemokines, TGFβ and CCL24, that were significantly decreased (p < 0.05) by LPS stimulation, whereas CCL18 secretion was significantly increased (p < 0.001) in LPStreated as compared to untreated Mf and further upregulated (p < 0.001) upon stimulation with IL-4, in agreement with previous findings (13) . Collectively, these data confirm M1 and M2 polarization state of LPS-and IL-4-treated Mf.
The hypoxic environment exerts M2-Polarizing effects on Mf
To determine the impact of hypoxia on Mf polarization, surface marker expression and cytokine release were compared in M1and M2-polarized Mf generated under normoxic (20% O2) and hypoxic (1% O2) (hereafter referred to as H-M1, and H-M2) conditions (Figure 1) . The effect of the hypoxic environment on control Mf (hereafter referred to as H-M0) was assessed in parallel ( Figure S2 in Supplementary Material). As determined by flow cytometry, Mf generated under hypoxia exhibited different patterns of surface marker expression compared to their normoxic counterparts. Hypoxia led to a significant increase in the percentage (p < 0.01) and MFI (p < 0.05) of CD206 + H-M0 cells, that reached levels comparable to those shown by M2-polarized cells, without substantially affecting CD80 expression ( Figure  S2A in Supplementary Material). A significant upregulation of CD206 expression was also observed in H-M1 compared to M1 both in terms of percentage of positive cells (p < 0.01) and MFI (p < 0.001), that reached levels close to those observed in H-M0 cells and was associated with a significant reduction (p < 0.001) in the fraction of CD80 + cells and the level of expression of the molecule (Figure 1A) . Similar to H-M1, H-M2 exhibited significantly decreased (p < 0.01) expression of CD80, both in terms of percentage of positive cells and MFI, and increased CD206 surface levels (MFI, p < 0.05) respect to M2 cells, although with some variability among individual donors (Figure 1B) .
Consistent with phenotypic data, we found profound differences in cytokine/chemokine release between hypoxic and normoxic Mf under both M1-and M2-polarizing conditions (Figure 1C) . With regard to the M1-type cytokines, a 70% reduction in the mean amounts of secreted TNFα was measured in the supernatants of H-M1 relative to M1 cells from 5 different donors (from 9,817 ± 803 to 2,897 ± 139 pg/mL; p < 0.001), and IL-12 secretion was almost completely inhibited (from 204 ± 53 to 8. Figure S2B in Supplementary Material), without affecting IL-1β and TNFα (data not shown).
We conclude that the hypoxic environment hinders Mf polarization toward the classically activated phenotype and promotes the acquisition of some phenotypic and secretory features typical of alternative activation.
hypoxia Triggers several Phenotypic, secretory, and Functional changes in Polarized Mf
To better characterize the effects of hypoxia on Mf polarization, we investigated the relative expression of surface molecules involved in migration, T cell activation, Ag presentation, and scavenging in Mf polarized under normoxic and hypoxic conditions (Figure 2 ), compared to control M0 ( Figure S2A in Supplementary Material). In line with previous observations (22, 49, 53, 54) , elevated membrane levels of the CD86 costimulatory receptor, the MHC class II molecule, HLA-DR, and the scavenger receptor, CD36, were constitutively expressed on Mf, although expression tended to be higher in M2-and lower in M1-polarized Mf as compared to the unpolarized counterpart. Conversely, the percentage of Mf expressing the homing chemokine receptor, CCR7, was increased by M1-polarization and decreased by M2-polarization, confirming earlier reports (19, 54) . Interestingly, hypoxia significantly decreased (p < 0.05) the percentage of CD86 + and HLA-DR + cells and/or their expression levels in both M1 and M2 polarized Mf compared to their normoxic counterpart and almost completely inhibited CCR7 expression, while significantly enhancing the percentage of CD36 positive cells and their MFI (p < 0.01 in H-M1, p < 0.05 in H-M2) as well as CD68 MFI (p < 0.05) (Figure 2 ). Significant downregulation of CCR7 and upregulation of CD36 in response to hypoxia were also observed in uncommitted Mf (cell percentage, p < 0.01; MFI, p < 0.05) ( Figure S2A in Supplementary Material).
We then investigated the release of a set of cytokines/ chemokines known to be modulated by hypoxia (55) . As depicted in Figure 3A and Figure S2B in Supplementary Material, M1-polarized Mf secreted significantly higher levels of IL-6 (735.6 ± 62 pg/mL; p < 0.001), CXCL8 (51.8 ± 15.7 ng/mL; p < 0.05), and IL-10 (24,162 ± 2,301 pg/mL; p < 0.001) compared to both M2 (IL-6, 5.8 ± 1.5 pg/mL; CXCL8, 2.3 ± 1.2 ng/mL; IL-10, 48 ± 22.1 pg/mL) and unpolarized (IL-6, 8 ± 4 pg/mL; CXCL8, 0.365 ± 0.07 ng/mL; IL-10, 9.7 ± 2 pg/mL) Mf, whereas all Mf subsets secreted comparable high amounts of osteopontin (OPN) (M0, 1,057 ± 252 ng/mL; M1, 707 ± 181 ng/mL; M2, 607 ± 134 ng/mL). Secretion of CXCL8 and OPN was increased by about 3-and 1.7-folds (156.8 ± 32.9 vs. 3.85 ± 1 ng/mL; p < 0.05) and 2.5-and 3.4-fold (1,746 ± 361 vs. 2,060 ± 393 ng/ mL; p < 0.05) in H-M1-and H-M2-cells, respectively, compared to their normoxic counterparts ( Figure 3A) . OPN secretion levels were also increased although not significantly (1,500 ± 32 ng/ mL) in the supernatants of H-M0 compared to M0 cells, whereas CXCL8 release was downregulated by about 70% (111 ± 19 pg/ mL, p < 0.05) ( Figure S2B in Supplementary Material). A 20 and 80% reduction in the amounts of secreted IL-6 (606 ± 23.7 vs. 735 ± 62 pg/mL; p < 0.05) and IL-10 (4,940 ± 934 vs. 24,162 ± 2,301 pg/mL; p < 0.001), respectively, was measured in the supernatants of H-M1 relative to M1 cells ( Figure 3A) . Inhibition of IL6 (by 84%; 1.3 ± 1.3 pg/mL) and IL-10 (by 60%; 4 ± 2.3 pg/mL, p < 0.01) release was also observed in H-M0 respect to M0 cells ( Figure S2B in Supplementary Material), whereas no differences in their secretion were observed between H-M2 and M2 cells ( Figure 3A) .
Macrophages are important endocytic cells, and polarization is associated with changes in endocytic activity (3, 17) . Experiments were thus carried out to investigate whether hypoxia affected endocytic activity of M1-and/or M2-polarized cells, by assessing their ability to take up FITC-labeled dextran. At 4°C, both M1 and M2 cells were unable to capture Ag because of inhibition of cell metabolism, whereas at 37°C, dextran uptake was significant after 30 min and progressively increased until 1 h in both cell subsets (data not shown). As depicted in Figure 3B , M2 cells displayed significantly higher (p < 0.0.05) dextran uptake than M1 cells, in line with previous evidence (13, 22) . Differentiation under hypoxia caused a 40% decrease in dextran uptake by M2 cells, whereas it only slightly decreased that by M1 cells.
Overall, these data demonstrate that the response pattern of both M1-and M2-polarized Mf is markedly modulated upon generation in a hypoxic environment, resulting in decreased expression of molecules involved in migration, T cell activation, Ag presentation, associated with impaired Ag uptake activity, and in enhanced scavenging receptor expression and proangiogenic cytokines/chemokines production.
hypoxia is an inducer of TreM-1 expression in M1-and M2-Polarized Mf Langerhans cells and an important regulator of their functions in a hypoxic environment (56) . We were interested in investigating whether TREM-1 could affect the polarization of hypoxic Mf. Initial experiments were carried out to assess TREM-1 expression on polarized Mf. M0 Mf were tested in parallel experiments.
As measured by flow cytometry, membrane-bound TREM-1 was constitutively expressed at low levels on both unpolarized ( Figure S2C in Supplementary Material, upper panels) and polarized ( Figure 4A (Figure 4B) , and at a lower extent in those of M0 cells (p < 0.05) ( Figure S2C in Supplementary  Material, lower panel) , compared to their normoxic counterparts (ranging from 150 ± 11 to 452 ± 66 pg/mL in M1, from 93 ± 31 to 210 ± 43 in M2, and from 6 ± 3.7 to 47 ± 12 in M0 in different donors). Consistent with the protein expression data, marked upregulation of TREM-1 transcript levels were detected by qRT-PCR in hypoxic relative to normoxic polarized cells (Figure 4C) , with the extent of increase ranging from 10-to 25-fold and from 4-to 10-fold in H-M1 and H-M2 from five tested donors, respectively. These findings demonstrate that hypoxia is a critical determinant of TREM-1 expression in Mf and that its stimulatory effects are enhanced following polarization. Crosslinking experiments were then carried out to investigate the impact of TREM-1 activation on Mf polarization under hypoxia. To this aim, H-M1 and H-M2 cells were cultured for additional 24 h in plates pre-coated with a specific anti-TREM-1 agonist mAb and then phenotypically and functionally characterized. As determined by flow cytometry (Figure 5) , the percentage of cells expressing CD80 (p < 0.01), CD86 (p < 0.05), CCR7 (p < 0.05), and HLA-DR (p < 0.05) was significantly increased in response to TREM-1 triggering, as compared to cells crosslinked with an irrelevant isotype-matched control mAb, whereas surface levels of CD206 were significantly (p < 0.01) downregulated, in both subsets. Supernatants from TREM-1-triggered H-M1 and H-M2 cells were collected and analyzed for cytokine and chemokine content by ELISA. As depicted in Figure 6A , TREM-1 engagement resulted in a significant and consistent increase in the secreted amounts of the M1 cytokines, TNFα and IL-1β, and in de novo release of low levels of IL-12 by both subsets. Among M2 cytokines, TREM-1-triggered H-M1-and H-M2 produced increase amounts of CCL24, whereas no effect was observed on the production of TGFβ and CCL18 regardless of Mf polarizing conditions. TREM-1 crosslinking also led to increased secretion of IL-6, CXCL8, OPN, and IL-10 by both H-M1 and H-M2 cells, as compared to the IgG-triggered counterparts. Interestingly, the stimulatory effect of TREM-1 on all tested cytokines/chemokines, with the exception of OPN, was higher in H-M2-than H-M1polarized Mf, indicating that the extent of Mf responsiveness to TREM-1 activation depends on the type of pre-stimulation.
No substantial differences in marker expression and cytokine secretion were observed upon macrophage crosslinking with an isotype-matched anti-HLA-1 mAb as compared to control IgG, confirming that Mf activation by anti-TREM-1 was specific and not the result of Fc receptor ligation (data not shown). We then investigated whether Mf endocytic ability was modulated upon TREM-1 triggering by comparing the ability of TREM-1-and control IgG-triggered H-M1 and H-M2 cells to take up dextran. As shown in Figure 6B , both H-M1 and H-M2 cells responded to TREM-1 activation by a twofold increase of dextran uptake, which reached levels higher than those observed in the normoxic counterparts.
Overall, these data suggest that TREM-1 triggering reverses the M2-polarizing effect of hypoxia imparting a M1-skewed proinflammatory phenotype to Mf.
Mf infiltrating the hypoxic sF of OJia Patients express TreM-1 and are Polarized toward a M1 Phenotype
Triggering receptor expressed on myeloid cell 1 has been implicated in the pathogenesis of several infectious and non-infectious chronic inflammatory disorders, including rheumatic diseases (58) (59) (60) (61) , which are characterized by hypoxia and high Mn cell infiltration (5) . Experiments were carried out to assess expression of TREM-1 and Mf phenotype in the SF of patients affected by the pediatric chronic rheumatic condition, OJIA (OJIA-SF). To this aim, SFMCs were isolated from the active knee joints of six OJIA patients and subjected to four-color flow cytometric analysis with mAbs to CD68, CD80, CD206, and TREM-1 (Figure 7) . A large subset of SFMCs expressed CD68, confirming Mf enrichment in OJIA-SF. An elevated percentage of CD68 + cells, representing ≈60% of the total CD68-gated population in the six patients analyzed, expressed the CD80 marker (Figure 7A , upper left quadrants; Figure 7B ), whereas only the 2.5% of CD68 + cells expressed the CD206 marker (Figure 7A , lower right quadrants; Figure 7B ), suggesting predominant polarization toward a M1 proinflammatory phenotype. A subset of CD68 + cells, that represented ≈12% of the total CD68-gated cells exhibited a mixed M1/ M2-type phenotype coexpressing the CD80 and CD206 markers ( Figure 7A, upper right quadrants; Figure 7B) . Interestingly, high TREM-1 expression was detected on the majority of CD80 + (about 92%) and CD206 + (about 81%) Mf (Figures 7A,B) . These findings demonstrate that Mf generated from Mn recruited to the OJIA-SF express high levels of TREM-1 and are mostly polarized toward a M1 phenotype. Given the predominant M1 polarization of TREM-1 + SF-Mf and the presence of a Mf subset with a mixed M1/M2 phenotype, probably representing M2-to-M1 switching cells, we asked whether SFs from OJIA patients could exert M2-to-M1 repolarizing effects via TREM-1 activation. To address this question, we evaluated the expression of CD80 and CD206 polarization markers on in vitro polarized H-M2 cells incubated for 24 h with OJIA-SFs in the presence or absence of the synthetic peptide, LP17, derived from a short highly conserved extracellular region of TREM-1 involved in ligand binding (44) . As determined by flow cytometry (Figure 8) , the percentage of H-M2 cells expressing CD80 was increased, whereas that of CD206 was decreased, following exposure to SFs as compared to the unexposed counterparts, although variability in the response to different SFs was observed, and LP17 addition to the culture partially attenuated these effects. The control peptide displayed no activity on phenotypic marker expression (not depicted). These data suggest that OJIA-SF can promote some M2-to-M1 repolarization and that this response is mediated at least in part by TREM-1 activation, raising the possibility that putative TREM-1 ligands may be present in OJIA SF.
Previous reports have suggested a role for TREM-1 in the recognition of DAMPs (45, 56) , endogenous molecules released by activated inflammatory and/or damaged/necrotic cells and implicated to the initiation and perpetuation of the inflammatory process in various inflammatory arthritic diseases (62) . In particular, the nuclear DNA-binding protein, HMGB1, has been recently identified as a natural ligand of TREM-1 in mice (46) . We were, thus, interested in investigating whether HMGB1 was present in the SF from OJIA patients. HMGB1 concentrations were measured by ELISA in paired SF and plasma samples from OJIA patients and in plasma from five age-matched control subjects, used as control. As shown in Figure 9 , elevated levels of HMGB1 were detectable in SF from OJIA patients (median 57.3 ± 9.5, range 35-89 ng/mL), that were significantly increased as compared to those present in paired (median 3.1 ± 0.3 ng/ mL, p < 0.01) and control (median 3.5 ± 0.45 ng/mL, p < 0.001) plasma samples. These results suggest that release of the putative TREM-1 ligand, HMGB1, is induced in the inflamed arthritic environment.
DiscUssiOn
Macrophages can be polarized into specialized functional subsets both under physiological (e.g., embryogenesis and pregnancy) and pathological conditions (e.g., cancer, autoimmune disease, chronic inflammation, infection, and tissue repair) (3, 8) . Recent studies have highlighted the complexity of in vivo Mf polarization, which goes beyond the simple M1-M2 paradigm and represents a continuum of diverse functional states with intermediate or overlapping features (9, 12, 17, 30) . Coexistence of cells in different polarization states and unique or mixed M1/M2 phenotypes have been observed in selected preclinical and clinical conditions, and Mf polarization status was shown to change over time throughout the course of the disease (8, 22, 23) . Tissue environment has been implicated as the strongest factor in the determination of Mf activation profile (6) . In this study, we present novel data demonstrating that a chronic hypoxic environment reflecting that occurring in vivo in diseased tissues critically impacts on the polarization of human Mf, counteracting the effects of classically activating stimuli while promoting the acquisition of some phenotypic and secretory features typical of alternative activation. Furthermore, we provide the first evidence of the role of the TREM-1 receptor in reversing the M2 polarizing effects of hypoxia, driving hypoxic Mf reprogramming toward a M1 proinflammatory direction, with implications for OJIA pathogenesis.
Clear differences in the morphology, phenotype, secreted cytokine pattern, transcriptional profile, and endocytic activity between M1-and M2-polarized Mf have been reported (34, 49, 53, 54, 63) . In agreement with data in the literature, LPS-and IL-4-stimulated human Mf displayed the M1 (CD68 + /CD80 high / CD206 /low ) and the M2 (CD68 + /CD80 /low /CD206 high ), phenotype, respectively, as compared to unstimulated Mf that displayed the M0 phenotype (CD68 + /CD80 /low /CD206 low ). Increased surface expression of CCR7, previously associated with M1 polarization (19, 49, 54) , was detectable in LPS-respect to IL-4-treated Mf, which conversely expressed higher amounts of the M2 marker, CD36, and of the CD86 and HLA-DR molecules. CD86 and MHC-class II molecules were reported to be only minimally expressed in IL-4-polarized Mf in mice (10) , reinforcing the notion that mouse and human Mf differ in the expression levels of some M1-M2 polarization markers (12, 13, 19, 34, 35, 37, 54) . Given their role in the balance between Th1 and Th2 development through CD28 engagement on T cells (64), the observation that CD80 and CD86 expression levels are higher in human M1-and M2-polarized Mf, respectively, confirms the respective Th1-and Th2-supporting properties of the two subsets (9, 10). Phenotypic M1 and M2 polarization was paralleled by secretion of a distinct set of cytokines/chemokines, with high amounts of the proinflammatory Th1-priming cytokines, IL-12, TNFα, IL-1β, and IL-6 released by LPS-treated Mf but not by IL-4-treated Mf, that in contrast exhibited increased production of the immunosuppressive cytokine, TGFβ, and the chemokines, CCL18 and CCL24, in agreement with earlier reports (17, 19, 54) . Interestingly, higher levels of the anti-inflammatory cytokine, IL-10, were released by M1 than M2-polarized Mf. IL-10 has long been considered as a M2 marker based on studies in mice (9, 10, 17) . Conversely our data demonstrate that human M1-polarized Mf are important IL-10 producers, corroborating recent findings (13, 54, 63) and highlighting relevant interspecies variability also with regard to M1-M2 secreted cytokines. The observation that uncommitted M0 Mf produced little or negligible TNFα, IL-1β, IL-6, and IL-10 as well as increased TGFβ and CCL24 and expressed higher CD206 and CD36 than LPS-treated Mf without reaching the levels shown in IL-4-polarized cells suggest that M-CSF-driven Mf maturation induces a moderate M2-oriented activation state. However, the presence of some M1-like features, such as expression of CCR7 and production of IL-12, indicate the lack of complete M2 polarization, that was induced upon treatment with IL-4 and reversed by LPS, supporting previous findings by others (13, 14, 19, 49, 53, 54) . In addition to differences in surface marker expression and cytokine production, M1-and M2-polarized Mf differed with regard to endocytic capacity, as shown by a significantly higher (p < 0.0.05) dextran uptake by IL-4-compared to LPS-treated cells, in agreement with previous reports (20, 22) . Macrophages response to M1-and M2-polarizing stimuli was markedly modulated upon generation under a hypoxic environment. LPS-treated hypoxic Mf exhibited significantly lower surface levels of the M1 markers, CD80 and CCR7, and concomitant significant increase in the expression of the M2 markers, CD206 and CD36, compared to their normoxic counterparts, thus displaying a phenotype similar to that of IL-4-treated Mf. Accordingly, cytokines/chemokines produced by hypoxic LPSpolarized Mf switched from the M1-to the M2-type. Secretion of IL-12, TNFα, IL-6, and IL-10 was, in fact, significantly reduced whereas that of TGFβ and the proangiogenic mediators, CXCL8 and OPN, was increased under hypoxia, although statistically significant differences were evident only for CXCL8 and OPN. Similarly to LPS-polarized Mf, unpolarized and IL-4-polarized hypoxic Mf exhibited significant upregulation of CD206 and CD36 associated with significant downregulation of CCR7, as well as increased production of OPN, compared to cells differentiated under normoxia, confirming the M2-polarizing effects of hypoxia. Significant downregulation of CD80 and increase of CXCL8 were also observed in IL-4-polarized hypoxic Mf, whereas decreased secretion of IL-12, IL-6, and IL-10 and increased release of TGFβ were induced by hypoxia in M0. These results point to a role of the hypoxic environment as a direct trigger of human Mf polarization toward the M2 activation state, reinforcing the effects of M2-polarizing stimuli and re-educating M1-polarized macrophages toward alternative activation by counteracting the effects of classical activation stimuli. These findings confirm and extend recent reports in TAMs (31, 32, 65, 66) , although divergent results have also been obtained (33) . Reversal of Mf proinflammatory responses to LPS was previously shown to occur upon stimulation with immunocomplexes (10, 16) , and we extend this observation to hypoxia, suggesting that LPS can differently affect Mf functions depending on the type of pre-or costimulation. The observation that secretion of the M1 cytokine, IL-1β, was increased and that of the M2 chemokine, CCL18, was decreased in LPS-treated hypoxic Mf suggest their retainment of some properties typical of M1-polarized Mf, thus predicting a mixed M1/M2 polarization state upon development within pathologic hypoxic tissues. Indeed, a mixed M1/M2 phenotype was reported in TAM (8, 67) and adipose tissue Mf (22) . Impairment of Ag uptake ability is an important effect of hypoxia on Mn-derived immature DCs (iDCs) [for a review see Ref (55) ]. Our data show that the hypoxic environment reduced the ability of M1 and M2-polarized Mf to take up dextran. Dextran endocytosis can occur via C-type lectin receptors, such as CD206, and we have previously reported the relation between dextran uptake inhibition in iDCs generated under hypoxia and CD206 downregulation (68) . Differently from DCs, inhibition of dextran uptake in Mf could not be ascribed to CD206, because it was upregulated by hypoxia, thus implicating other scavenger receptors in mediating endocytic activity impairment in these cells. Downregulation of different surface endocytic scavenger receptors involved in the uptake of lipids and lipoproteins, apoptotic cells, hemoglobin and glycoproteins in human Mn lineage cells in response to hypoxia has been previously reported (52) . Inhibition of Ag uptake ability together with the observed decrease in the expression of HLA-DR, CD80, and CD86 molecules, which are involved in Ag presentation and T cell costimulation, suggest that Mf generated at pathologic hypoxic sites are less efficient in triggering T cell responses compared to Mf generated under physiological conditions. Furthermore, the evidence that secretion of IL-12, the main Th1-priming cytokine (69) , and CCL18, a specific chemoattractant and activating cytokine for naive T cells and iDCs (70) , was inhibited under hypoxia in M1-polarized Mf raises the possibility that their Th1-priming ability is impaired under hypoxic conditions, and further investigations are underway to address this hypothesis. Interestingly, these results confirm and extend our earlier evidence in Mn-derived Langerhans cell showing that hypoxia inhibits their expression of T cell costimulatory molecules and impairs their stimulatory activity on naive T cells (42) , but differ from previous findings in Mn-derived DCs that demonstrated CD80 and CD86 molecule overexpression upon differentiation under conditions of reduced oxygenation (41, 68, 71) . Taken together, these findings strongly suggest that hypoxia can differentially modulate the T cell stimulatory activity of distinct Mn lineage cell subsets.
Monocyte cell migratory activity is a tightly regulated process mediated by a specific repertoire of chemokine receptors and adhesion molecules, known to be highly sensitive to microenvironmental changes (7) . Low pO2 was reported to significantly and differentially influence the chemokine receptor profile and the migratory behavior of cells belonging to the Mn lineage. We showed that hypoxia promoted the onset of a migratory phenotype in Mn-derived iDCs by inducing the expression of receptors for both inflammatory and homeostatic chemokines, such as CCR2, CCR3, CCR5, CXCR4, CX3CR1, with consequent increased responsiveness to specific chemoattractants (68, 71) . In contrast, downregulation of CC inflammatory chemokine receptors, namely CCR5, CCR2, and CCR1, was a common feature of primary Mn and Mn-derived Mf response to low pO2 and an important mechanism regulating their retainment/concentration in hypoxic areas of inflammatory and tumor lesions (7, 52, 72) . The demonstration that hypoxia inhibits CCR7 expression on unpolarized Mf a well as under both M1-and M2-polarization conditions is compatible with the hypothesis that reduced tissue oxygenation impairs Mf trafficking in vivo.
Myeloid cells integrate signals present in the microenvironment through a defined repertoire of activating and inhibitory surface immunoregulatory receptors, which play a major role in the regulation of their responses in diseased tissues (56, 73) . We demonstrated by gene expression profiling the fine regulatory control exerted by hypoxia on the expression of various members of these receptor family in primary Mn and Mn-derived DCs (40, 41, 52, 55) . Elucidation of hypoxia effects on immunoregulatory receptor expression and functions in Mf may help to unravel the mechanisms underlying their polarization at pathologic sites and result in the identification of novel ways of therapeutic manipulation. An intriguing finding of this study is the demonstration that hypoxia strongly induces the expression of one of such receptors, TREM-1, in unpolarized Mf and that this effect is further enhanced in M1-and M2-polarized Mf. This molecule was previously reported to be developmentally (52, 74) and inducibility in iDCs, mDCs, and Langerhans cells (40) (41) (42) , is consistent with a role for hypoxia as a trigger of TREM-1 expression, indicating that hypoxic stimulation can overcome TREM-1 developmental downregulation, and highlights the relevance of TREM-1 as a common marker of distinct Mn lineage cell populations in a hypoxic environment. Triggering receptor expressed on myeloid cell 1 engagement on hypoxic Mf by an agonist mAb reverted the M2-polarizing effects of hypoxia imparting a proinflammatory M1-skewed phenotype to Mf. Features typical of M1 cells, namely expression of CD80 and CCR7 and secretion of IL-12, TNFα, IL-1β, and IL-6, were in fact stimulated upon TREM-1 crosslinking in hypoxic Mf irrespectively of their initially acquired polarization state and were paralleled by downregulation of the M2 marker, CD206. Upregulation of CD86 and HLA-DR expression and enhanced endocytic activity were also prominent features of TREM-1triggered hypoxic Mf, suggesting restoration of their T cell stimulatory activity. These results provide the first evidence of TREM-1 ability to induce hypoxic macrophage reprogramming from the M2 to the M1 state, supporting and extending previous observations on macrophage dynamic shifting among functional phenotypes in vitro upon sequential or concomitant treatment with different stimuli (6, 10, 15, 20, 21, 53) . Increased secretion of classical M1-type proinflammatory cytokines together with that of CXCL8, a strong neutrophil chemoattractant (75), OPN, an important mediator of Mn cell and Th1 lymphocyte recruitment (75, 76), and CCL24, a chemotactic factor for eosinophils, basophils, neutrophils, Th2 lymphocytes, and Mf (77), by TREM-1-triggered hypoxic Mf strongly suggest that sustained TREM-1 induction by the hypoxic environment represents an important mechanism of regulation of Mf-mediated inflammatory leukocyte recruitment/accumulation in pathologic tissues. Given CXCL8 and OPN proangiogenic properties (75, 78), TREM-1 contribution to hypoxic Mf-mediated neovascolarization is also highly predictable. These findings corroborate and extend previous observations showing that TREM-1 engagement promotes the proinflammatory and Th1-priming functions of hypoxic DCs and Langerhans cells and their stimulatory activity on T cells (40, 41) , emphasizing the relevance of this molecule in the activation of both innate and adaptive immunity at hypoxic sites.
Triggering receptor expressed on myeloid cell 1 has been implicated in the development and perpetuation of a number of non-infectious chronic inflammatory disorders (56) , including adult arthritides (58) (59) (60) (61) . OJIA is the most common chronic pediatric rheumatic disease, characterized by extensive and persistent inflammatory cell recruitment and retention in the synovium of affected joints, which are crucial to disease pathogenesis, and is an important cause of short-and long-term disability due to bone and cartilage destruction (5, 43) . Hypoxia occurs in the inflamed rheumatic synovium in the course of the disease and was reported to play a pathogenetic role in OJIA by triggering further leukocyte infiltration and activation (5, 50, 51) . We previously documented the presence of elevated amounts of sTREM-1 in the hypoxic synovial effusions of children affected by OJIA and identified TREM-1 + DCs as an important component of SF inflammatory infiltrate and a possible source of sTREM-1 (40, 41) . Other groups also showed positivity for TREM-1 on myelomonocytic cells infiltrating synovial joints of rheumatoid arthritis patients (58) (59) (60) . This study expands previous results providing the first evidence of high TREM-1 expression on CD68 + Mf enriched in OJIA-SF and demonstrating predominant polarization of TREM + Mf toward the M1 phenotype, characterized by high CD80 and low CD206 expression. These findings support recent observation in obese patients showing positive correlation between TREM-1 and M1 macrophage marker expression (79) and are consistent with the proinflammatory cytokine profile previously detected in the SF of JIA patients (5, 80, 81) . Interestingly, we observed coexpression of CD80 and CD206 in a small fraction of Mf, in line with previous findings in circulating Mn from the systemic form of JIA (82), suggesting the presence of a subset of Mf with a mixed M1/M2 phenotype, probably representing M2-to-M1 switching cells.
Taken together with in vitro data, the observed correlation between TREM-1 expression and M1 polarization in OJIA-SF suggest that Mf generated from Mn recruited to the arthritic synovium respond to intra-articular hypoxia upregulating TREM-1, which may represent one of the mechanisms mediating their polarization to a M1 proinflammatory state. We hypothesize that, in the early phase of synovial inflammation, infiltrating Mn are induced by the local hypoxic environment to differentiate into M2-polarized Mf, which likely represents a mechanism to prevent immune cell overactivation and collateral inflammatory tissue damage (30) . It is conceivable that at this stage TREM-1 expression is induced on synovial Mf in response to intra-articular hypoxia but that its activation does not occur provided that rapid resolution of inflammation ensues. Conversely, if the inflammatory process progresses, TREM-1 is activated by putative DAMP ligands (45, 56) released in the local arthritic environment as a result of chronic inflammation and/or cartilage/bone erosion (83) , triggering M1 polarization of both M2-skewed hypoxic Mf and newly recruited Mn and unpolarized Mf, thus contributing to the amplification of OJIA synovitis. Consistent with this hypothesis is the observation that SFs from OJIA patients have M1 repolarizing activity on H-M2 cells in vitro, although with a certain degree of variability probably due to their heterogeneity in immune cell composition and resultant soluble mediator content (5, 43) , and that these effects are attenuated at least in part by treatment with the synthetic TREM-1-specific peptide, LP17, which was previously reported to function as an inhibitor of TREM-1 activation in vitro in human Mn and neutrophils (44, 84, 85) and in vivo in various preclinical models of microbial infections and noninfectious inflammatory conditions [for a review see Ref (56) .] by competing with the receptor for ligand binding. Furthermore, the finding that high levels of the DAMP molecule, HMGB1 (62) , which was recently identified as a potential natural ligand of TREM-1 in mice (46) , are present in the SF of OJIA patients [this study and Ref (86) .], confirms the release of TREM-1 putative ligands in the inflamed arthritic environment, warranting future in-depth studies of TREM-1 activation in synovial Mf. Interestingly, the same proinflammatory cytokines released by TREM-1-triggered Mf or other inflammatory cells, e.g., TNFα, as well as bacterial products often present in the inflammatory milieu, can upregulate TREM-1 expression (87, 88) , indicating the existence of both autocrine and paracrine positive feedback loops sustaining TREM-1 signaling. The extent of synovial Mf proinflammatory activation in affected joints will, thus, be ultimately dictated by the functional interplay among inflammatory mediators released both by macrophages in response to TREM-1 activation and other innate and adaptive immune cell populations recruited to the hypoxic synovium, which synergistically stimulate each other's production (69), thereby generating a pathologic cycle of inflammation that leads to the chronicity of the disease. Hence, targeting TREM-1 may potentially have therapeutic benefits in OJIA by reducing synovial M1 polarization and local proinflammatory cytokine and chemokine release. TREM-1 blockade has previously been reported to be effective in vivo in murine collagen-induced arthritis, an experimental mouse model of RA, attenuating inflammation and improving the clinical course of the disease (58) . The therapeutic efficacy of inhibiting Mn lineage cell-derived proinflammatory cytokines has been previously reported in JIA (89) .
In conclusion, results from this study highlight the fine regulatory control exerted by the pathologic hypoxic environment on Mf polarization, suggesting that Mf can blend into various "shades" of activation depending on the degree of local oxygenation, that is quite heterogeneous and rapidly fluctuating in diseased tissues (5, 24) . Our results also suggest the potential of TREM-1 induction by intra-articular hypoxia on synovial Mf as a mechanism of amplification and perpetuation of the inflammatory process in OJIA with important therapeutic implications.
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